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t hMBv8-<7''^ (mr. t hZAQL-2 ^ lil§IBi--5 w i: 'fe ^) 

^r^^^^-l^^-^fcSZAQ^SimSE^grfiHi^l^i-St bZAQy :^f^K-l(l: bZAQL-l) ( 
WO 01/16309^<i5f^. WO 02/64835-^^^> WO 02/62996#<2t#3^^ ^) l^^f£l<^#5t 

l^X^nh^^^'tmmt-r^im 02/629U-^<ikWJ:tlo *fc. fc bZAQL-2t*M 

:5(Eur..J. Neuroscience 13#, 1694H. 200l¥)o -^rt^^. ^tlh(D^^^h^ 
ft. DNA database j;«9Em$nfcff^^-^^Kprokineticin-l(PK-l)*5 J; tJ^prok 
ineticin-l(PK-2)ar L-C^5#^^^ttfc(Mol. Pharamacol. 59^, 692H. 2001^) 

•^fCs ^ 5/ MSf^tDBvS^y^ K(ZAQL-2)}*s 7 5^ b^i.^XJb1^lJ:^^SEU. 
<?5^mf*5g«(-ii:^-t--5 0f^^»)U iei^rtS-^bfcZAQL-2«^5/ hO^WiA^ 
MiJ^^-frS-i:^^^'^^^^ (Nature. 417^, 405H, 2002^)o 

t hZAQL-2(DiiSi^l^^^^t-5^fe5^^i-i"^^-2^t-> ^ bZAQL-2trtS!<S3&^o]^ 
:2|c^B>^#e>Jix ±|BliSSr^g^-r ^fc«)^^:i^.SW%^fi^^-^:^^ ^ bZAQL-2 

t hZAQL-2%l«5iS^t-d>oi|#^6«jt-^mb#5:fe^?l!l^fe^iil§bfc„ 
I^^WM^^x m^j:t'(D^i^j^^<^<OM bZAQL-20^ib^tS!<IlC3&^ 
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-Di^mm^^mM-r ^^t ^^-^m tfj:^o 

5 C2] iB3?iJ#-i- : ltr^^tL5T5:y^iB^lJ<^. ||8~9, 11. 15. 17. 
2 1. 2 3. 2 5-2 8. 3 0. 3 4. 3 6-3 7. 3 9-4 0. 44-4 6. 
4 8. 5 2-5 3. 5 5. 6 4. 6 6. 6 8. 7 0-7 3. 7 5 - 7 6 *5 J; tJ^ 7 

10 C3] ia^ij#-§-: 2*/cfiiE?ij##: sx^m^fi^T^ymmm^^^-t^^v 

C4) ^^l^-fb^tLfcils Ci] ^m(D^y t^T^—^^^^i^^ 

C5D ZAL2-10 3 (PERM B P - 8 4 3 1 ) T'li^^tbS/^-l' 3?^^ y K 
^J^IBiad^bm^$n#5ZAL2-l 0 3 a-^M^^in-SJilB Cl] |B^<^^ 

15 y o — 

[6] ZAL2-106 (PERM BP-8 4 3 2) t?^^ ^tb^/^-l' :^ P K 
rMd^bm^$tb#6ZAL2-l 0 6 a-e^^$n5J::|E Cl3 I5m<^^ 

/ ^ n — 

(7] @H^J#-^: lT'^$nST^/mgE^'J^^t-5-^:^^Kt-*i-l--C4'fP?St* 
20 ^^i-5±f2 Cl3 |E«©-=eyi5^n— ^/v^l^. 

:^ 1 ^/wi;i?ct b. ^i^mm^^m 1-10 ^/v-e. y h^cD^^^m 4 0 
- 1 0 0 °mm-t^±t& c 7 ] fB«<7)-=E- —T/i-mi^. 

C83 ±15 Ci3 nM<0'ey^^—'^^^^^^^^^'^'^'^^^^- 
25 C9] ±15 Cl] |5«<7)^y iJ^n— :^/V^<i|c^'^^bT^.e5#^^s 

ClO] ±15 Cl] |5^(^^y :^^^^#:^ffi^"^-^^^^^'^^BS>?iJ# 

cii] ±ia Cl] 15^(3:)^/ ^n'-^/i-^#:^^v^art^it#m^i-s@H^'j# 

30 

C12] ±15 Cl] |5^<^^/i5'n-^/i.^#:i:. :^^l^*5 J:tJ«^l^jb$nfcga 
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[14 a] ^a^±iii^^'ftsb:^-tiB [1] ^^(o^j^^—^}^^'^^ ^m'c^ 

[1 53 ±IB [1] |B^<7>^/i5^n— ^y^^^^^mi^i-S/^-r^y K— ^^flS^ 
[163 ZAL2-103 (PERM BP-8 4 3 1) *fcJiZAL2-10 
20 6 (PERM BP-8 4 3 2) "C^i^^ttSilB [15] |5^<D/^^ U K- 

[1 73 ±12 [153 |E^(^/^-Y^^y ^M^^^2|si^Xf^^#:^-ei0«U> 

25 [183 ^mmm^m.. mwmmm'^fz.n.t^^u^^(n>'^Vi • 

15 [8 3 ^WL(r>mM. 

[193 4'=K4*s^m> ati]imtii$^*fcit*rt5^E^m<^^iifm-c'fos±iB [9 

3 ^WL(oW^m. 

[2 03 ±IB [13 fB^<^^<*:©. SB^J#^: 1 T'^^tbST ^ ^ ^IB^iJtr-^^ 
[2 13 JilB [53 ^WL<D^'^(r^. ia^iJ#-^: \XU^f\^^T%J^Un^^-^ 
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giq^^ -0-(*'^'^7>^No.l. -□-f*-v'^^No.2. -A-ti-^-^^^NcS. -O- 
}i-7e7;^No.4. -♦-{i-7!J^:^No.5. -■-ti-re7;^No.6. -A-{t-v!>;:^No.7 

121 5 t hZAQL-2^^i^Ufc-^!:7y!.S5l5<DW-/y K— ^^iiS^^bfciSt^:*^ 
t hZAQL-2^t: bZAQL-l^<^^;t?tt^ (Pj^^^^cD'^*) ^^^to 
{iZAL2-85a^l: hZAQL-2tOK^S:14^> -0-f*ZAL2-85a^ t: hZmL-lt(DR}ts 
-14^^ -■-tiZAL2-103a^t bZAQL-2^(OHJS?14^. -□-(*ZAL2-103a^ t b 
ZAQL-li:(75g:^£:tt^. -A-«ZAL2-106a^t hZAQL-2i<^^l^;te^^ -A-J*Z 
AL2-106a^t hZAQL-1 1 (T^^fSi^^T. -•-t*ZAL2-58ai: t bZAQL-2i 
_0-(^ZAL2-58a^ t bZAQL-1 (T^gij^^tt^^-To 
laefi. ZAL2-103a*5j;t;^ZAL2-106a<7)t VZkQL-2\Z.Mir^m^^^lh<Dm^^ 
^i-o -A-«ZAL2-103a. -■-tiZAL2-106a(7)^J^:'l4^*-f-o 

m 7 \ts ZAL2-106a*3j;tJ5ZAL2-103a-HRP^ffiV>fci^>' y ^:^EIh<D'^M^ 

m-To m^. -•-fit ^ZAQL-2(7)S^5:^4^^ -o-it\: bzAQL-i^^^stt^^ 

-To :$:iB]^m<?5^#m6^3^.ePi^7t^(o. i»^biank^ \^xm^\^Ot\.x^iro 
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mSJi-is ZAL2-85a. ZAL2-103a^fct*ZAL2-106a<Z)#*#^t;i*5tt 5I5E^?i,CH0 

L-2*3 J; tJ«^^(*:tr^ ^ta-eiNFWSfS^^^c^t^J^Jiai^Ca^'-r 
^^-To Iil4'> e#t*ZAL2-85a^. ||#fiZAL2-103a^. m#f±ZAL2-106alcr t 
5 bZAQL-2 1 *#$^fc^(DI5E^mCHO^JI^t;i^bnt ^f>fflflap^Ca2V 

: 1 x'mt> ^fi^r^y ^mm ^^m-r ^:^v k c a: i- s . 
(i~5) m(OT ^ ymitmA^tif^T ^ ymmm. mm^-^-. i-^iti^mym 

20 ^: 2Xm^tl^T ^ ymm^(D^ (1-5) ^OT5/m«<^T^/m-e 

^a^stf^fF^^tbsm (^J^ umm. ^mm ^^Mm T^v:fyv^mm 

25 (Dmti:^t b-rtt. m^\-£. mmm m^it. mm. v i^m. ^itymm. mk 
) t(Dm. fesv^{i^« m^it. mm. ^m. -T^nt-:^:/^. y-^ji^m. 
u^i^m. =•^^^5^m^ m^m. ^^^^m. ])i^=^m. wm. ^^mm. 
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5 ~9. lis 1 5. 1 7, 2 1. 2 3. 2 5-2 8. 3 0. 3 4. 3 6~37. 
39~40. 44~4 6. 4 8. 5 2~5 3. 5 5. 6 4. 6 6. 6 8. 7 0~ 
7 3. 7 5~7 6^XXJ^7 8~8 1 # g ^ ^ md^bSJ^JtbS^j^jfc < thX>t 

^ tt e T ^ y l^iH^iJ ?r^-r K <Sr^ii L j^c v 

10 $ b ^ u < J*. iB^!J#-^ : ix-m^n^T^ / mwin^^i- s ^ y ^ ^^^^^ 
mam 1-10 ^/K 0* b < (41^ 1 ^/VT'. V ^zf'}- fc^i^(^mo^ 

-14 ZAQ^-g^^gtt. ZAQ^tt'ffif^ffl> I5E^^^i4s I5E?Simbf^ffl. HH^UXfi 

15 MAP:^-t— iffStt^W^ffls IfStt^bf^ffl^cCif) =1:^4 0-10 

0 %. U< t^T^ 6 0 1 0 0 %. $ b< 8 0 1 0 0 

:irW!l^ UTfi. ZAL 2 - 1 0 3 a *fc}:iZ AL 2 — 1 0 6 ^XW^^^^ 

20 ^Ti-. ifmmm^(omM^(omu^. ^^xmmf'(n>w^m^r>\^xm^-t 

(1) 

25 S*%i®fe5VNf*2«i?A±^-r5 (^^) -<:7'^K^JJ^*<5rtL(^^><^^>^ffli-5 

z.ht^x^'^ (^^JlT^ r;^bfe^¥J-t ^zAQL-2^J!gir^4-^i-§;l^15fes) o 

^^^^ if-^^-D£^-r Y^i^-)j^X\Y.^mz.^^. ( c ) iB?iJ# 
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(c) DNA:S:-^^i-5?i^®^m<*^^fflVNT@B?iJ#-^ : 1 T'^^tl>5T ^ /MSB 

15 ^-■y^''^^ [^Jx.}^> Molecular Cloning (2nd ed. ; J. Sambrook et al. , Co 
Id Spring Harbor Lab. Press, 1989) t^|B«t75;&fe^^ K^^^X^MrT^^ 
ht^X^^o (1) iB^iJ#-^: lT-*$tt§T5:/^ 

20 ^iJ#-§-: lX'*$tLST$ymSH^J=Sr-^^-rSjKy-<>^^K*^f«<^i^^='- 

Ki-§DNA^^^-r'5^^W^m^^#^:^^fe^ "^^-{i (2) ia^J#-i-: 
^BE^iJ^-^^-r^jJ^y '<:/5=-K*^f«<^*^^='- Ki-SDNA^iii|>Ib. aS^J^e 
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5 (i) M. Bodanszky *5it;^ M.A. Ondetti> Peptide Synthesis, Interscience P 
ublishers, New York (1966^) 
(ii) Schroederjo j;tJ^Luebke^ The Peptide, Academic Press, New York (1965 

im<D:^mi^^oxmmm^^^-t^ ^itt^x^^o 

mii. 4- (2' . 4' h=3f'>:7^ri/V-t Kn^iXT^^/l^) :7 

20 a.y!ari/:|irJJi. 4- (2' , 4' Fm o c T ^ / ^i^^yl' 

) y:x.^^^^mm^£if^mf^^tt^x^^o :L<DXo^mm^m\^\ a-r^ 
25 5v^^^^ T3 n h y f-jvmm. :t^'^j^mm. 4 - 1 y^v2^i^^M.mwt^mm^^ 

30 i^^ ^ KSi: LTJiDCC. N, N' -i^^ yyu\^;\^:fy;U:^i^y( ^ )>\ N-^ 
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o ::nbt-^^^14^k;^-f*^^^-'ft;WJ^*n^J m^i^^ HOBt. HOOBt 

^ ^* ^ 5 V ^ f^i C b 03il:<^?Ii'^i^ ^ V ^ 

o^tfi:< m^RJt^f^ v)M-r::.ti^^'0 -t^tm^^ff o^t^^x-^^o 

-<>'i;?;V:^d5^i^:;J7/VJ}?^/K C 1 - Z< B r-Z. T'^-^l^'^^l-:^^^^^^^^^^ 
25 y ^:^-f>'K Fmo c J^ji^d5#lf btbSo 

-y;]^m(D^mmtvxn. f^tx.i-£c,^r/^^j^m. c,.,iy^tir^i^^ji-m. c 

7_i4T7/V=¥/l-S> 2-Ti5^-^>'^^K 4-^hD^^v?yK 4-7«b^V-<>' 
30 m^fhti^o 
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^x:i^y^^(Dy:^/-^\^'^7m^(0^^^t\^X\t. fci;tf^BzK Cl-B 
zl. 2-^bn-<i/i^^K Br-Z. t -':r^JVfS:}£tm\fhi^\^^o 
\iy^^'Jl^(D4 ^^:^'-f^<0^^^^\^X\t^ Tos. 4-p{h^v'-2. 3 
6 _ y p{^;lx^i^-^V;^7V7}N::r7K DNP> Bonis Bum, Boc, Tr 

t. Fmo c/cC^J^S^tf ^;ru5o 

ti. re^K. ^tt:!^;^^/^ [T/V=i-/V {tLt^U. -<V^i^nD:7:x/-/V. 
2. 4, 5- b y j5^cn-7:ty— ^'K 2, 4-v^=^ f ^^T J ^'f' 

y^"^^^tI:7 3./-/K HONB. N-t Kd^^/:^^'>^ 
N-t Kn^V^^/W ^ h\ HOB t) t<D^:^V'J\^'] fSL}fii^^\fhflho M 

T::^ y — ;K ;^ u-;/— ^ i^y'— /K v^p^ >f h% 1 , 4 - 

m^x^^o tp<.^i;?:/(D^5;i5^y^-/i-i^MS^; UTffivNe,tb§2. 4- 
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20 



25 
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/n:/x:/ii->j*>o. i~i o oofiJ^T'^^fe6VN}«*$-it/c^.(^^^ffl-r 

v^%Wim(Djkmr^v:f ^ >^m^\t^'^. ^^^^^ }f^mMim(D^n ^xi^3 



30 
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2 - fc- y v^/V'v'^^e-) ^T'o tf:^i^^N-:^ ^ V W 5: i^/v- (SPDP) if) ^^Jt- 

o 

(2) ^/ 

t hzAQL-2^j^}i> tajfiLi&i^tJi^n^-c. -^ijjttijKi^i^i^A. w^mmA. ^rm 
, ii^ 2 ~ 6 3i#t- 1 ft-2~ 1 oiH]s^^ft?tT/5o iaifiLiJj^^ uTfi^ 

20 i^5o 

fl^o '^y^t^<:r-^-i^/l-;^i5'-l'>'<^:^?fe [Nature. 

256^. 495K (1975^) ] \m^^mmX^^o m^i^mMtl^Xn. ^^^'J^r.-f-U 
(PEG) ^ ;V:^fli^i)m\f^M^^^ 0^b<«PEG;^C 

30 if;5SfflVNbtbSo -tliMm^bT^fc^^J^NS-l. P3U1. SP2/0. AP-l/£if:ds 
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) mt'WMBS^W^t(D0'^V\^^i^mt^ ii^l : 1-20 : mmx^^^ > PEG (0^ 
U<tmG1000~PEG6000) mo^80%UM(D^^X-^M^h.. ji^20~40°C. ^ 

. RPMI1640) TfTibtv^o y^-c^v h^—^mm±m<D^Pfm\-i> ±i5(o^jkm4' 

-r:^>'^^#: (^^J. DEAE) KX^^fSl^^-. f§M'L-^. ^/l^^M^. 
25 J^±<7)<t /^^^y K-^M^aiflLSili^<^^<z|^I^X(i^*^^T*it« 

i-5/N-i':/y K— ^^^^^ y-=^-/^f^> 'B?■!l;t^^^ ^<D-lFP^^t-+aSt-?>-^:/ 
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2. Fab'*fei}iFab®:0-^i;if=lrfflVNT%J:V\ 

m-^'*<^fi^'fb^^*^-{*^S^^^^-'^ ^^^^^ :itu^]|E^4(D^5T:M^'^tf 

^ffiv>Tt5iv\ -e^flx-J^. •i^vK-f y9=-fe> -fi"^/^ bP^/iJ'?*. 

(1) ^^yY^y^^^ 

25 ( i ) m#:±{J:^1^'fli UfcZAL2-103a-t?:^^ ^ tbS y ^ n — ^ft-fb 

(i i) S#:±lJ:^^'fbbfcZAL2-106aT?^^^tbS^y ^n— ^li 
30 '(b$tT/^ZAL2-103a-C^^$tbS^>' iJ' a — :^>^^^fzic*5 J:TJ«1^^^^SJ^^ ^iirfc 
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o 

;5r 5:y^@a^ij§r^^-r^^y^:7'^ K^fcfi^cDi^ (0*u<Jifc hZAQL-2) 

■^>lV^e)tb6^^}:i> ZAL2-103aT'M^$n'5^/ iJ' ^/^^^:^S^V^ tstb^ 
o Cltl^fjCDfet^rJi^ 'e?iJ;ttOT#yi^tV-?— ;^driyi5'"— (horseradish peroxida 
se ; HRP) -C^fi'fb$^TffiV> btb5<^;6S^f ^ bV\ 
(2) ^-^^Sfe 

Mci^mt\^xn. ^-^^y^igG^w- (icN/cAPPELiiM) ■^imwt^w-ti.xm 

W ::L<Dmm\:>1oiW-(D^'^-1r^'^^—y\^^ (^!l> ZAL2-103a* 

^}iZAL2-106a) . (ii)HRP-e^Si^b$t^fc@B?lJ#-^ : 1 T'^^ttST ^ ^ ^IB^iJ 
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(3) -fA/p* h V 

(4) ^:7Dp« hV- 

±|B (1) ~ (4) tJi*3VN-r. :^fgfeifeW^fflv^§^l!);^^fe^^ffiv^b^^S^!i^Jt 
15 v^fett^. ^feM14I^^47t;^^UTH. -^Ox-fi. ™> TO. C"C 

^ m. Cy2. Cy3. Cy5. Cy5. 5. Cy7 (T'^v'-Y A^^^ :^■!^^ 3ii/;;?.;i±$g) 
^^feT'^3J:V\ m#:ibTf^. '^J^{^T;^n— ■7=>;^b7i/s ir/i-n— 

^^<^^^tt#3^m> -e^'ijx.ji^ y ;^ ^ w y T y 5 h\ y =« v;^^ e(d 
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5 mm^^i im2m im^w^. muev^mw > ^)\mmhm mm^^ 

m^^i i^3f^) Bgfp6 2^^fT) . TMethods in ENZYMOLOGY 

J Vol. 70 (Immunochemical Techniques (Part A)) ^ Vol. 73 (Immunoche 

mical Techniques (Part B)) x Vol. 74 (Immunochemical Techniques (Part 

C)) X Vol. 84 (Immunochemical Techniques (Part D: Selected Immunoass 

10 ays)) X Vol. 92 (Immunochemical Techniques (Part E:Monoclonal Antibo 

dies and General Immunoassay Methods)) ^ Vol. 121 (Immunochemical T 

echniques (Part I:Hybridoma Technology and Monoclonal Antibodies)) (J^^-h 

15 tt'feV\ 

mz.^m-^h^o McW^KVt. 2|5:BBJO^^*:^ffiV^■r. (jfiL^Sx JfiLlt. JfiL 

20 mj'.c^*) K^i^fi^mjm^'. i-e^^tbST^/mBa^j^-^^-rs^y^ 
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5 m^its «|^#(^#if^^*5V^Tt^^ iif.m^(D\l bZAQL-2?r^4b> t bZAQL-2 

15 . y^^.-mm. ^mm. m^^mm. m'^m^j:tn . ^mmm. mwimmmm ( 
20 mmrmmm. umrumm. mmmmm. /J^J^r^i. ±^mm. 
25 vx^^-r^^t-d^x^^o 

lyV. ^^^^ ^^^^ {c^UT^P^^^ 

fciti#^^P6<](;i^-^i-5;i^:&5-c#5o ^#M^> M^m^. m^. 



30 
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$f * U < j^O. l~10mg/kg#:m^^> $ h U < {iO. l~5nig/kg^SS^^> 1 

15 ^j^m-^^m^^hti^o 

mnmmmMM. ^ti&mm. ^p^mim. mm^m. ,^m^mm(DMm 

20 muti-^:it\zx<>xmm-t^, mMm<D7k^mtvx\'X. m^it. ^m^m. 

80^ HCO-50 (polyoxyethylene (50mol) adduct of hydrogenated castor oil) 

30 ±i5oM omt.fc i-x^m o ffi ft ^ ^i4^^<^is-^a:t-ii'a'i- s <fc 5 
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x\-i. mm. %nk ^-f^)\'n. ir^-y-f)\d . ^nm-bm^-^^. -^tt 

:*:^PJ<OPJ^H<F^^:*5V^T^ /^^^lll&-^-e^:^-rsm'a'^ lUPAC-IUB Coram 
ission on Biochemical NomenclaturelJ: J:Slil&■^*>SV^^^^^:$>S^^^:*5^t S'ttffi 

10 #5m'a•^*^ i|#(c:PJ^b5^.?^ttl.}lL-#:^:^-r^>(^)^-r^o 
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15 
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I 1 e 
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S e r 
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20 


C y s 






Me t 


: 7« 




G 1 u 


: ^ju^ 5: 




Asp 






L y s 


: Vi^l^ 


25 


A r g 
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30 
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G 1 n 

SPDP 

GMB S 

B S A 
5 BTG 

E I A 

HPLC 

HRP 

FB S 
10 d - F B S 

TMB 

H/HB S S 
EDTA • N a 
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15 



20 



25 



30 



(4— ^ W ^ K:^^)J^1^^^>') ;^^i^W^K 
(3, 3', 5, 5 ' -7" 



CiB5?iJ#-i- : 1 ] 

t b zAQL-20 r ^ y ^@BM ^^i~o 

imm^ : 3] 

#S (7)Val36SIle^^:e^^t^■CV^5o 

=^5ili<D^»i| 1 Ti# tbfc/^^ 7' y K— ^lffllSZAL2-103}:i. 2003^7^ 18 0 
b^i!^mo<(^rt?^lT@l#:N&l 1^^116 ®iil#^305-8566) O^Ai^ffJifefeA 
SmS^^-a-W^M #^^^^fe^>'^-^-^ ^ft#^FERMBP-8431^UT# 

mizi!<D^WJl-e#e>tb:feWyy K— r*tBliaZAL2-106f^, 2OO3#7.gi80*^ 
ej^^mo<tirtJ^lTil#^l t'^Be (S5{g#-^305-8566) (T^^^tfSfefeA 
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5 

^^fe'e?lJ-efflV^fck hZAQL-2 (Mm^-^: 1) wo 02/62944-i-<i^^<^##^J 

10 ^W•|-efflV^fct bZAQL-l : 2) f^s WO 02/06483-i-<2^^<^##^»| 

^ifS«^!li 
15 (1) 

8m-^<DBALB/Cm-^ ^^K"^ V ZAQL-2 ^ . ^n^f^mSO n &/mtf^^ iiO . 

(2) ®#!71M:V-?— ^ (HRP) ^fi^fbt h ZAQL-2 <^f^$Sl 
20 t b ZAQL-2 a; HRP (^^:^^a'J^jfeffi. y i/;^f — ^ i^/N-f i^lii^) ^r^^ 

mi^. ^m^mm^^ (eia) (D^i^f$:^b:rco 

HRP 8. 5mg (213ninol) ^0. 95ml <Z)0. mmti- h V A^^t?0. 02My l^mmW 
m (pH6.8) tJl^fS^^. SPDP 1.99mg^-^tfDMF^?^50Ml^^ii'B'b. ^l^-eeOi^- 
raSJiS^-l^fCo ^btil. 9.25mg(^i^^;r;^l^-f b-z^^^tfClMf^il^®?^ (pH 
25 4.5) O.Sral^^Px.. ^?i.T*30t9-KF&$^fcms y T f 1^ ^ y (^H 

2mM EDTA^-^tfO.lMy pH6. 0) T'^^Mb. SHS<D^A^ti:/5:HRP 

:Sr#fCo t b ZAQL-2 2mg^ 0. mV l^l^mmm (pH6. 7) GMBS 0. 76mg 

T7^5/i5^^G-25;!t;7^ (Mmm. o.mv^-^mmm. pH6.8) -e^^nu 

30 ^ KS(75#A^nfct hZAQL-2%#^o r <7) J; 5 iJ: bTf^^^Hfc. SH^<^^A 
^tlfcm> 1.67nig (41.4nmol) ^-7^5; KS^^^A^Hfct hZAQL-1 1. 2iBg ( 
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136nmol) ^^S^b. A^CX^B^ft^^^fCo Sj^?^ b n ^VVAcA44 (LKB-7 
T/WVT^hili) ;«7 7^T5>®L'> mm^it^ hZAQL-2^#fc„ 
(3) fc hZAQL-2^lr:fe^Ufc-v!>;5^0^jf[Lm4'<^feT:<i^#<^S!l^ 

5 ^^g^L^Co ^h^^ik^^. 4°C-trl2,000rpm-t?155>^'ij>bf::#. itt^mJlJl bfet 

-fVl^^W {IgQm^. ^5/-<M±®i) ^lOOMg/ml-^tfO.lM^^^®?^ (pH9.6 
) ^?^§r96!j7 3i/W-('i^n7'W— h^ill00Ml-f<35)-?*l-^ 4'C-e24^Pfli?lceUfc 
10 o 7^1^- ^-^^W^S^^tK (PBS. pH7.4) T*?5fe#Ufc:<D*>. C^^i 

^yyy^Q lio/^ BSA. 0.4MNaCl. 0.05% 2iiiM EDTA • Na (DOJINDO^±) ^-^tfO. 
15 02UVl^m^Wms pH7.0] 50nU :tS^1^y<y'7r — C-VmWiVltm^m^Mir 

Ufco-^. ±IB (2) X'i^mvtiWBPmmt\^ hzmL-2 (/^5/:7T-C-e300{§# 
31?) lOOjuitr^P^. ^?a-ei0^/^^$*:/ho ^fet-. ^::/i^-F^PBST'^5fe#bfc(7) 

20 ;w^'— ;^=3ei>'y— ifS^^x;^^^^ (KIRKEGAARD&PERRY LAB, INC. yT^H^MMi 
]) V^lO0Al^*0^i^-lt$-^fc(D-^> 450nm(D^ljX%:/V— b y — iJ'*— (BICHROM 

ATic. i^&:^mm^) xm^vtio 

25 :fe^bfc8E«^'^«>^^t<^s l: ^ZAQL-2^3:*i~rS^J^ILM'^'^-^ t hZAQL-2tc: 
(4) ^/iJ^n— :^>'^t^:t bZAQL-2fei#:(7){tM 

Jt^Wl^V^^#:'liifiS^^b:/t■^l>^ (No.2i:No.4) iCM\^X50^100ng<D:^mW. 
ai. 5ilb. ^r— ://VX • • 1>A (MEM) iZll^aS 
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5^C3— ^J^JjaP3-X63.Ag8.Ul (P3U1) ^m^^tc (Current Topics in Microbiol 
ogy and Imnology> 81#^ 1 1978^) » 

j^J3SM'^«^ (Nature. 256#. 495H. 1975^) (C^CTfr^^eofCo 

y=t— /V (PEG) 6000 (3s/*;7-i' h1±iS[) ?r0.3ml*P;i> 37'Cia7K^4'-e7r$>r^ 
10 ml<7)MEM^>bP;lfc=^600tl]^15:^K5S'i>bT_h^^l^bfc:o ^ O^I!Sit^«^<SrlO 

o^4^|Ai^j^^^^^-|-;5GiT^T'-r m%nM) (git-io% fcsXc, psmm 

ml^ «9 2xlO={@(C/^:5 J: 5 t-^^JSb. 24:A:-^/W^7=V ix^/^ (y ^Cl 

a.^—^—^-vi^m\^tio 2mm^. hat (t/K^i^:/^^^ ixio-^m. T^yy 

15 4xlO-^M. ^Slv'^' l.exlQ-^M) ^-^A/f£GIT-10% FCS^^ (HATi^Jft) ^ 

^mmi!>m^i^f^t^ (^ixio^-feywmi) . Jt^t^*s^b> ±ib o) {cib^<7? 

fci'^OirUT. -vi^7;^No.2^;No.4 (Ull ^fflV^Tf«i!fe'^^^TV\ ^htlti 

]} K— x'(D«4'd=»bTIB<^ti-45®^<D/^-Y:/y K— ^^jg^bfci [^13 o 

25 



^1 







thZAQL-2 
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1 


+ 


IgGl, K 


ZAL2~103a 


2 


+ 


IgGl, K 


VAT o_i n^o 


3 


± 


IgG2b, K 


ZAL2-85a 


4 


± 


IgGl, K 


ZAL2-58a 



1) lnMO^J[^l:hZAQL-2:6S#?5EUfcNF . 

+ :(B/Bo)<0. 50 

± :0. 50^(B/Bo)<0. 70 

5 - :0. 70^(B//Bo) 

B:^M#?^0#<O^#:l-^'a'UfcHRP^fithZAQL-2» 

Bo:feT:M#^#ffi^<^^<*:l-^'^l-^HRP^»hZAQL-2» 

d^Cfe^^^/V^^/V-O.Sml^JKlKF^^^^tbfci-^l^;^ (BALB/C) l;il~3xl0«i- 
/V/E5^0lSt^iS-^ Ufc<D*>. 6-20 0 ^JC^^-^^^tK^^^ U^-o 
^ y ^ PI # tnyt^Tk J: 9 x-r V-A;^ 7 i>. <t ?J Ufc 

15 o m7k&-20ml^mM(Df^mmm CS.SMNaCU 0.05% NaNj^-^m.SMj/^!; 

> (pH9.o) ] -e#f^ufc(Dt). fctj;o-CJ?)rf^'^^®is-e¥=^'fbbfcy 

:^v^^T-(^y-k-r:ff^-:^ (Repiigen^fc^) :^9J^\^mv. s^mmw^^m 

C (0.05%NaN3^^tf0.1Mi5':t:^^^«^^ (pH3. 0) ] T'^lUbfCo ^ffi 
?^?:PBSl3:*j-bT4t:> 2 0r^^*fbf::(Dt>. 0. 22;2m(Z>7^/l-i?'- (^pJi^T^ 
20 ) (e:J:!9l^0^iiibN 4'CfeSV^^*-80*C-t?^^#U:^o 

ISA) m^notCo 'rti:t>h. ^#:2jug/ml2r-^tf0.1M;^MM«^ (pH9.6) 
Sr96!>rc/W-f :J^n:/W'-bt-100/zlTo^a£b. 4'Ct?24^K*$cgbfCo -bflS 
25 (1) lCtfim(^;)^fe}3:tJ§oT^ ^=^J><D^m\(D^^'^m<L^-:^ti>y^:J:.—:^X*^^ 
V^/c<?5*)n V \f'y-if^y V (Mouse-Typer™ Sub-Isotyping Kit 
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10 a::6S|afP*S'^*(D*^50%a;>^e5fci#:?ft^^^^L'^- (^30~50ng/ml) „ f5fcl-> 

±Mmmmi- (s) i5^(D^-7!i7;^^i^yi5'^i=^:7^y ^-^ft^JS-^-^-i'^o^^'- 

h tJl. (i) / D — ^/l-^ftr^SOng/ml <i; J^e -5 i 5 5^ :7 r ^ C tr^lR $ ttfc 

iul^fcfit bZAQL-2^^50Mls J:tJ«JilB^Jfe^J 1 - O) T'^btLfcH 

15 RP^S^'ffc: t h ZAQL-2 (/^ >;/ 7 T " C t?400f&#f^) 50/il^fe^:•^!^7;^^i^/t/P:7' 

ilBUffi^Jl- (3) |B«<7):^i*l-a:02i)^bfc„ 
20 V>-ftK?5fei:#:t3. t h ZAQL-2 ^<DSJStiSr^i-5:i5, t bZAQL-lJJl^J-bTJiK 

mhX^x^ z.^h(r>^x'<i ^ZAQL-2^;l?^bT*t5^^v^KJ^;:^4^^bfc^y CI 

yV^#:ZAL2-103a:J8 j; t;«ZAL2-106atO^'^lfe-EIA(D^;^ ^ ^ HI 6 \Z.^-to 
ZAL2-103ai3j;mAL2-106a<^t bZAQL-l<D^2pft^^^fe. :a::k:S/iSt-^-r5flJ 
25 -^(B/Bo)=0. 5^-^^5 t bZAQL-2jiSJ*. ^tb^tbO. 8nM*5 J;t;?3 nM-CfcS :i ^ 
t^ji^t^otio ^flh<7:>m^t>''h. ZAL2-103a:iSj:-O5ZAL2-106a«. t hZAQL-2l::>ft 



30 YiSPmmm^ VlkQtL-2^/^'^—r;V^W (ZAL2-103a-HRP) (O^m 

ZAL2-103aJff Miii:^9. 98mg (66. 5 nmol) ^-^t^O. m^) l^^^WW. (pH6. 8) K 
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, GMBS O.SOMtnol^-^tfDMF bOnl^Mx.. Mm.X'^O^RJt^^'^fCo ^Ji^M^-^ 

yrv'y^^G-25^vJ^ mBB. o.mVi^mmWMs pH6.7) x^^mi^. 

^ ^ KS<?5^A^tVfc^{$:®:»-6.99 mg^#fc„ HRP 17. 1 mg (428 nmol 

) ^-^t^O. 02M]} ^MWiW^ (0. 15M NaCl^>-^tf) (pH6. 8) 1. 14mlte:. SPDP 6. 4 
2jumol^^tfDMF 60Ml=^*^^^ m.m.X'40^RJ^^^^f^o 64. 2Mniol(^i^^ 

}.^;U^^t^0.mmmmmm (pH4.5) 0.4ml^:tJP^^ m^X20^^Jt^ 

, pH6.0) T'^^ilb. SmcomA^tltcmP 9.8mg<Sr#fc„ ^(C. SH^tD^A^H 
^HRP Smg^-^W^ KS(^^A$ttfc:$t{4e®:^3mg^=lr^l^U. ani^;^^'/^?/ 

Sii&^^^O.lMiJ (pH6.5) -t?ffi'flibfciSephacrylS-300HR;«7 7A (Pha 

rmaciatt^) lil-^U. ZAL2-103a-HRPlt-a'^®:$>^**i^L.fc„ 



1 -XrnhfifcmM bfc^y :J-/V^^2|cZAL2-106a^l5/i g/ml-^tfO. 1 

— ;^400 M 1 ^>!JP x.^fi&'fb Ufco 

±IB^$^^^:/v^-bt-^ /^5/7T-cSr^tpo.o2My (pH7) 

i^Ufct hZAQL-2*^(*t ^ZAQL-1^2i^SSrlOOMl^^0^^ 4t:T?24^^^J^? ^ 
■l^f^o PBS-egfe^bfc(^-b. _h|B^»J3-e{t^UfcZAL2-103a-HRP (/-^S/^T^ 
C-eiO.OOOf^^JlR) 100Ml*iP^^ 4'C-t?240#P.1S^S$-ltf^o PBS-C^^5fc#-Ufc(D^ 
. ^Jfe-^Jl- (3) |B^(^:;^?5fei-it)TMB (3,3'.5.5'-7^b7P«^/V-<>'^i;^^-) 

Jit^^lll 7 (;i:^i-o 

K-f 5/^1&-EIAii> t bZAQL-2^0. 3 fraol/mLT'^ffli-^ ^ i ;6S-BXtg 
9 s t ^ ZAQL-1 ^ lOOOOfmol/mL* "C^/^? bJ^.^ ;&^o fCo o 
W-h bTZAL2-106a^ffiV>. bTZAL2-103a-HRP^fflV>Sf-:/ K-T 5/^ 

i^EIAJi. l: hZAQL-2^:|lJ?)T]^i^^l;:d^oa*T51^e*JlC^^ffi-r5;i^*5pit| 
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5 ZAL2-85a. ZAL2-103a:}3 J;TJ«ZAL2-106atJ: 6 t hZAQL-2^-r6ct3^^44trs WO 
'1';a-:^^i^±#^Stt^^a=^^-^ FLIPR (Molecular Devices|±) ^fflV^T^l!]^^^T 

I5E^mCH0*BflS^^ 1- 2xl0=cells/ml i: S i 5 J2:^*f^S?5^ ^ i^Bl^^Skm 
10 =^dFBS) (JRH BIOSCIENCES %fc) ^-^tfDulbecco' s modified Eagle medivim (DM 
EM) (07kM^^5^^?±) (10% dFBS-DMEM) };i^?®b. FLIPRfflOe:;^-^' V 

(Black plate clear bottom. Coster|±) K^^^^^m^^X^^ :^MZ.200 
IX l-fofSa b (4xl0*cell s/200 ulI/^o^M ^ 5% CO^^ ^ ^ — f^\^X 

0.35g. HEPES4.77g. eUTi^mit-r h V ^ J>-mmXpm. Ai^^iD^fc'^. iuz.y^ 
jVTVfX^. -7 A )V^—WM^M^^^T^'^^(^^ 20ml. 250mM Probenecid (:/n--^:ir 
i>-K. iX>/-v?±) . 200/il. l>iXj|^i^jfiL« (FBS) 210m l^^^-a^bfCo ^fc. Flu 
o 3-AM (I^A^k^W^Br) 2/^X7^ (50m g) ^^ i^p«^/v;^/^:7;^-:3E^i^-r K 4 
20 OmIx 20% Pluronic acid (Molecular Probes^t) A^ix\\zM%\^. Cltb^H/HBS 

>»^^1±) 9. 8g. mmoYM^ h y i^ 0. 35g. HEPES 4. 77 g . imWirir h P 
i^.^^^-^ pH7. 4le:^t>*fc#. y ^?\^^—WM^^ ) 20 ml. 250 raM Probenec 
id 200 Ml. tf^yW^nMm^^) 200 MlJ:t)''^SH/HBSS-Probenecid-FBS^^^ 

/WOOMl-f^^SEU 5% C02-l'Vd{^^-<-i5^-'t'T'37'ClB#r^'l'i^=3E^^-<-bb 
fc ("fe^ci— ^iJ^) o ZAL2-85a. ZAL2-103a^fcf^ZAL2-106a^. 2. 5mM Prob 
enecid ^0. 2% BSA^-^tf Hanks' /HBSS 120m Il-T^f5 b. t bZAQL-2 (3.3X1 
0-"M) ^37'C-Cl^ra-I' v'a i^#> ^^'^ ^ ^-Sm l^x FLIPRffi96 

30 (V-BottomT'W-hx Coster%t) ^^Vfz. (£A^. h 

t-r^) o ^fflJSaT'W— bt^-fel^a— 7^^:<^^^SlT^, Hanks' /HBSSIC 2.5nMProb 
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enecid^Mx.fcm^^<yyT-r\ (Molecular Devices 

5 5) o 

-tbJ:Ds ZAL2-103a{*. t bZAQL-2 (S.SxlO'^^M) (7)?St4^. ^^/^^S^(^3 
.3 xlO-"M-eW%WJb:^^-^3i5^3J'^So t hZAQL-2(D^ttt;i*|-U ZAL 

2-106afll0f&^^ (3.3xlO-»°M) T\ ZAL2-85a}^100{SF«S (3. 3xlO-«M) -C. 95 

J^±(?);it;?>^^. i|#|;iZAL2-103a^i. t hZAQL-2i:#^/V?»ST't bZAQL-20 



15 MM^'^l 6 

5/ ^fe-EI Aid i !9 ^ t h ZAQL-2 ^* U fCo 
20 ^2 



t b jklt 4" ZAQL - 2:fe^?& 14 


No. 


IH4(fmol/ml) 


^ti(fmol/^ml) 


1 


2. 41 


5. 68 


2 


3. 42 


53. 54 


3 


4. 56 


0. 38 


4 


1. 69 


0. 35 


5 


0. 94 


6. 84 


6 


1. 23 


4. 45 


7 


1. 46 


6. 39 


8 


1. 45 


1. 54 
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(Iml) ^(D\iVZAQL-2M: 
95 ±0. 38 fmol/ml(mean±SEM, n=10) 
i?:14;9. 90 ±6.30 fmol/nil(mean±SEM, n=8) 



Hife-^J 6 {z:|5^<D, t blfiL^cfJic-^^ttSt hZAQL-2:^^^tt^|ll^i-6/cib 
. t hlfiL|g|2.5mllJ:T-fe>=^ ^y/^^5Inlm^^U■r^gifP^^ Ji'O^)-^ dS.OOOrpm 

^ODS-BO™ ^ ffl V ^ tSHPLClC j; o T 5^® U fc„ 

15 7 : 

il^J>. \ ODS-80™ (4. 6 X 250 mm) 

: km. (0. 05% b y ■77V;t-ni^^^ 5%T-fe b y 
B^^ (0. 05% b y 60%T-fe fy ;V) 

^W^fe : Tir f:::^ b y >'V^t^&*^(O5^rHll-5%:6^fc30%^-e±#$-^. iSfcl- 
20 30 

5>F(g A^ltT30-40% t--h# $ tco 

ifiE^ : 1. 0 rall^ 
5^® : 0. 5ml/tube 

9 l2:^i-„ hZAQL-2(^^fe^?&i4til5^A/^^^2pp"nt bZAQ 
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tt'fpi-sr @B^ij#-^: ix-m^ti^r^ymmn^^^^^:^]}^^ 
10 mmm m. m^. rm. mi^^^^mmm^^if) . mm\^m 

ji^^^m. Mskj^m. mmmit. ^mm. Mmmmmmm^. mp^m. ^ 

. m^m. m±^m ms ^ikm. m^m^j^^) . mmm ( 

m(Dmi^^m\f^ti^^-(^^'MmziX^in.mmm-h'^mxh^o ^^m(Diin.w-2m 
¥^fcn^(Dm(D±mm-m:i^^xj^MMt(Dmm\^mmxh^o shLm^(D 
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1. iB^j#-i-: ix-m^ti^r^ymmn^^^'t?}^v^':f'^v^rcn^(Dm. 
5 2. sH?ij#^: ix-m^ti^r^ymMm(D. ii8~9. ii. is. i?. 2 

1. 2 3. 2 5~28s 3 0. 3 4. 3 6~3 7. 3 9~4 0. 44~46. 4 
8. 52~5 3. 5 5. 6 4. 66. 6 8. 7 0~7 3. 7 5 — 7 6 :}3 J;t>« 7 8 

10 3 . SE^iJ#-^ : 2 '^rz.\%W^m^ : 3 "e^^tb^T 5; / ^IB^J ^-^^f S si^ P ^ 

4. ^^>fl:$;Jxfcl»^:9llBS<^^y i^n— 

5. ZAL2-10 3 (PERM B P- 8 4 3 1) T*^^$^^W:;^y 
•^*fflilS>&^f>li^^tt#SZAL 2 - 1 0 3 a-e^^^tl.5ff^:«llB^<^^/iJ' 

15 n— :h/vfeT;#:o 

6. ZAL2-106 (PERM B P - 8 4 3 2 ) y K— 
■^iajiS^^bMi^^tL#SZ AL 2 - 1 0 6 a-C:^^$tl.Slt^^l|5«4<^-=E-y 

20 ^-^^mm. 1 13«c(0^ y n 

8. f»*^l|5«fe(D^y ^/l-^#:^-&^U-CJfe§|S^o 

9. |t*IgllB^<D^y ci^P— ^/i^^#:^^^u-C3'ce^^»fmo 

25 11. |f^^iiBife<D^/i5^n-'^-/vjT:#:^fflVN5::^^#mti-S@B^'J#-f-: 

1 2 . If 1 iB^<^)^ y CI t . j; x^^mmit ^ fhfcmym 
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1 4 . ^^rit-^^'fb bf^lt^^ 6 IB^CD^ / o — UWA\L $ ^fcfS 

10 15. IS^:® 1 |E«c75^y vi—rjv^^-^n^'t^^-^^ P K— ^^flSo 

16. ZAL2-103 (PERM BP-84 3 1) ^fcfiZ AL 2 - 1 0 6 
(PERM BP-843 2) -C^^^n^ft^^li SfB^OW ^ y K— 

20 mowmmo 

2 3. BtfLliJi^^-^b^ |f^:®l|B«fef^*n;^^<D^'^»^^^-t-^ii^4#1t^;-r 

30 1 mm(Dmi^<om^o 
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5/9 

EI5 

140 I 




-12 -11 -10 -9 -8 -7 -6 -5 
ZAQL2 ^tifS: ZAQUm^ (log M) 
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(aqm/iorai) ^S^^^nDVZ 
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SEQUENCE LISTING 

<110> Takada Pharmaceutical Company Limited 

<120> Antibody and its use 

<130> P04-150PCT 

<150> JP2003-361639 
<151> 2003-10-22 

<160> 3 

<210> 1 

<211> 81 

<212> PRT 

<213> Human 

<400> 1 

Ala Val He Thr Gly Ala Cys Asp Lys Asp Ser Gin Cys Gly Gly Gly 

5 10 15 

Met Cys Cys Ala Val Ser He Trp Val Lys Ser He Arg He Cys Thr 

20 25 30 

Pro Met Gly Lys Leu Gly Asp Ser Cys His Pro Leu Thr Arg Lys Val 

35 40 45 

Pro Phe Phe Gly Arg Arg Met His His Thr Cys Pro Cys Leu Pro Gly 

50 55 60 

Leu Ala Cys Leu Arg Thr Ser Phe Asn Arg Phe He Cys Leu Ala Gin 
65 70 75 80 

Lys 

<210> 2 
<211> 86 
<212> PRT 
<213> Human 
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<400> 2 

Ala Val He Thr Gly Ala Cys Glu Arg Asp Val Gin Cys Gly Ala Gly 

5 10 15 

Thr Cys Cys Ala He Ser Leu Trp Leu Arg Gly Leu Arg Met Cys Thr 

20 25 30 

Pro Leu Gly Arg Glu Gly Glu Glu Cys His Pro Gly Ser His Lys Val 

35 40 45 

Pro Phe Phe Arg Lys Arg Lys His His Thr Cys Pro Cys Leu Pro Asn 

50 55 60 

Leu Leu Cys Ser Arg Phe Pro Asp Gly Arg Tyr Arg Cys Ser Met Asp 
65 70 75 80 

Leu Lys Asn He Asn Phe 
85 



<210> 3 
<21I> 86 
<212> PRT 
<213> Human 



<400> 3 

Ala Val He Thr Gly Ala Cys Glu Arg Asp Val Gin Cys Gly Ala Gly 

5 10 15 

Thr Cys Cys Ala He Ser Leu Trp Leu Arg Gly Leu Arg Met Cys Thr 

20 25 30 

Pro Leu Gly Arg Glu Gly Glu Glu Cys His Pro Gly Ser His Lys He 

35 40 45 

Pro Phe Phe Arg Lys Arg Lys His His Thr Cys Pro Cys Leu Pro Asn 

50 55 60 

Leu Leu Cys Ser Arg Phe Pro Asp Gly Arg Tyr Arg Cys Ser Met Asp 
65 70 75 80 

Leu Lys Asn He Asn Phe 
85 



